the difference, since the 677T allele frequency in Celtic populations is lower (approximately 33%). 13 It should be remembered that patterns generated with the MTHFR C677T and A1298C restriction fragment length polymorphism (RFLP) techniques may be difficult to interpret. It is not excluded that the very diverse MTHFR C677T and A1298C allele frequencies reported in the literature, even in closely related or essentially identical populations with regard to ethnicity, to some extent could be explained by misidentification of genotype. Furthermore, one inherent problem with RFLP is its sensitivity to silent polymorphisms, which may affect restriction enzyme recognition sites and give false genotype results. It is unfortunate that the reports of triple and quadruple MTHFR mutation combinations, especially the ones by Isotalo et al. 10, 11 were not confirmed by independent techniques, such as DNA sequencing. We suggest that DNA sequencing should be included in the MTHFR genotyping algorithm when RFLP patterns compatible with 677TT/1298AC, 677CT/1298CC or 677TT/1298CC genotypes are detected. Future studies using this approach will most likely be helpful in revealing the true prevalence of mutated MTHFR alleles in cis configuration in different populations. Lastly, and this we are inclined to think is the most important element of our study, 1 the strong association between combined MTHFR C677T and A1298C mutated alleles and compromised foetal survival suggests that periconceptional folic acid supplementation may lower the incidence of spontaneous abortion and possibly increase the frequency of mutated alleles in adults. Compatible with this hypothesis, mandatory use of folic acid during pregnancy has been reported to increase the prevalence of 677T homozygosity in a Spanish population.
